Phosphate Buffered Saline (PBS) (pH 7.4) (Life Technologies
5. Cut as many blocks as needed, at least 27 blocks are required per experimental condition (Table 1) . With the forceps, transfer the blocks into a clean Petri dish containing CM supplemented with Timentin to avoid desiccation of tissue blocks while proceeding with dissection.
Note: Since dissection may take long time, it is important to keep adding medium to the
Petri dish lid to maintain tissue wet while cutting.
6. Swirl the plate to randomize the distribution of the blocks.
7. Take out the six-well plate(s) containing Gelfoam from the incubator and place 9 blocks of tissue on top of each Gelfoam piece using the forceps.
Return the plate(s) to the incubator for overnight culture or proceed with infection (go to step A11).

Note: We prefer performing infection after overnight incubation to make sure that no bacterial or fungal contamination develops. In addition, a large population of cells egresses tonsillar tissue blocks after dissection. This process is largely completed within
the first 24 h of culture.
9. If tissue was dissected the previous night, aspirate the CM in the six-well plate(s) with a pipette and discard it. Tilt the plate and gently push the Gelfoam back to the upper part of the well to allow the medium to gather at the bottom, aspirate and discard it.
10. With a pipette, add to each well 3 ml of Timentin-containing CM pre-warmed at 37 °C.
11. Thaw HIV-1 viral preparation(s) in the water bath pre-warmed at 37 °C. 
Note: It is critical for an efficient infection to allow the minimum time required between thawing HIV-1 viral preparation and transferring the tubes to 37 °C.
10. Fill the wells of a 6-well plate (or more plates if more than six tubes were used for infection) with 3-4 ml of PBS.
11. Discard the viral preparation from the tube(s). Using the forceps, gently transfer the blocks to the 6-well plate lid to remove the excess of viral preparation remained on the blocks, and then transfer the blocks into a well containing PBS.
12. Swirl gently with a pipette and wait for 1 min. With a pipette, aspirate the PBS taking care not to aspirate the blocks.
13. Add 3-4 ml of PBS to the well, swirl gently with a pipette tip and wait for 1 min.
14. Repeat steps B12-13 three times.
Note: These washing steps are necessary because HIV-1 replication in cervico-vaginal tissue is not as high as in tonsillar tissue and can be masked by the subsequent release of viruses absorbed on the tissue.
15. Take a 12-well plate out of the incubator and transfer 8 blocks on top of each Gelfoam piece using the forceps.
16. Return the plate to the incubator.
Common to A and B
1. Three days after infection with HIV-1, harvest an aliquot of medium from each of the replicate wells and transfer it into a screw cap tube.
Note: We usually pool aliquots of replicate wells.
2. Using ethanol-sterilized forceps put back any block of tissue that may have dropped from the Gelfoam.
3. With a pipette, discard the remaining medium from the plate. Tilt the plate, gently bring the Gelfoam to the upper part of the well and let the medium flow down to the bottom, aspirate and discard it.
4. With a pipette, add the adequate volume of fresh CM pre-warmed at 37 °C (Table 1) .
Note: It is not required to supplement CM with Timentin at this stage.
5. Return the plate(s) to the incubator.
6. Store medium aliquots at -80 °C.
7. Repeat steps 1 to 5 every 3 days until day 12-15.
8. At day 12-15 post-infection collect tissue blocks using forceps and process them as required by the experiment. 
Note: Tissues from different donors infected with the same inoculum of the same HIV-1 stock may give different results as measured by p24gag accumulation in culture supernatant (Table 2). This may be due to several factors, such as the number and the activation status of HIV-1 target cells and the presence of co-infecting pathogens, which affect HIV-1 replication and production in tissue blocks. Therefore it is pivotal in the set up of different conditions of an experiment to use tissue from only one donor (donor-matched conditions).
http://www.bio-protocol.org/e1047 2. The tissue delivered to the laboratory should be in good condition, having a "healthy" pinkish color and lacking large blood clots and greenish necrotic centers. The state of the tissue is also dependent on how quickly it is delivered for processing. It is important for long-term culture to start the experiment with a healthy tissue. Tonsillar tissue is soft and prone to deterioration. According to our experience, this tissue should be delivered within 3-5 h post-surgery. We have noticed that cooling on ice during delivery makes it less suitable for long-term culture. Therefore we maintain tonsillar tissues in PBS at room temperature during delivery. Cervico-vaginal tissue is much sturdier and we successfully specimens that you suspect may affect experimental results, such as bloody, cauterized and necrotic parts. We suggest keeping the medium in which the dissection is performed as well as any unused piece(s) of tissue because they might be useful to assess cell viability, for archiving DNA/RNA or histological analysis. Table 2 were optimized to perform infection with our viral stocks of tissue specimens delivered to the laboratory and processed following standard procedures to minimize any variability not due to the intrinsic nature of the tissue. Nevertheless, the production of HIV-1 varies remarkably between tissues from different donors. Therefore we invite the readers to take the values reported in Table 2 
The values of HIV-1 inoculum reported in
Recipes
Timentin
Prepare a working 100x stock solution by adding 100 ml of sterile water to a 3.1 g vial of Timentin. Aliquot in sterile screw-cap tubes, freeze and keep aliquots at −30 °C. Unused thawed aliquots should be discarded.
Culture medium (CM)
http://www.bio-protocol.org/e1047 Table 1 
